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1 Supplementary Figures
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Supplementary Figure 1. Characterization of the stiffness gradient substrates. (A) Atomic force
microscopy indentation experiments revealed a linear relationship between the shear modulus G’
(assuming a Poisson’s ratio v = 0.5) and the position along the substrate (Pearson’s correlation
coefficient p =-0.98). (B) The stiffness gradient strongly correlated with a gradient in fluorescence

intensity (Pearson’s correlation coefficient: p = 0.99). Therefore, fluorescence intensity can be used
as a readout for the local shear modulus.
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Supplementary Figure 2. Comparison of traction stress distributions in microglia cultured on
compliant substrates with shear moduli of (A) 100 Pa, (B) 300 Pa, and (C) 1000 Pa. Black lines
indicate the outlines of the cells. Traction stress fields varied significantly for different cells and over
time, irrespective of substrate stiffness; we did not observe any distinct traction stress patterns as a
function of substrate stiffness. Scale bar: 10 um.



